. Neuronal marker 22C10 labels all muscle types in ttk mutants Fluorescent immunostain with the antibodies 22C10 (anti-Futsch, green) and anti-Mef2 (magenta). Futsch and Mef2 are co-expressed in the somatic (A), visceral (A'), and cardiac (A'') muscle of stage 13 embryos. Note that Futsch is a cytoplasmic, microtubule-associated protein while Mef2 is located in the nucleus. Figure S3 . twist expression is regulated by Ttk69 activity in the mesoderm (A-F') Expression of twist (green) was analyzed by fluorescent in situ hybridization in wild type embryos and in embryos with ectopic panmesodermal ttk69 expression (red). During early stages before the onset of ectopic Ttk69 expression (B' and D'), twist is strongly expressed in both genotypes (A-D'). At stage 9, when ectopic ttk69 transcripts accumulate in the mesoderm (F'), expression of twist is significantly reduced (F) compared to wild type embryos (E). (G-I') Double immunostain of a ttk mutant embryo with a Twi-specific antibody (red) and an antibody directed against β3-tubulin (green). In wild typo embryos (G and G'), there are six adult muscle precursor cells expressing Twi in each hemisegment (arrows). In ttk loss-of-function mutant background, of which two representative embryos are shown (H and H', I and I') there are often more then 6 Twi-positive cells observed (arrows). Note that the relative position of the cells within the hemisegment is also affected. (J) Ttk69 (purple) binding signal (normalized log2 ChIP-on-chip signal (IP/mock)) in the twist locus. In orange are previously identified mesodermal CRMs. 
, futsch (R) in the embryo; ase (S) and CycE (T) in the embryo and larva; and ac (U), sc (V), and lz (W) in the larva. Note that only two genes (repo and mmy) lack significant Ttk69 binding in their proximity, with mmy being just below our stringent cut-off. Previously identified mesodermal CRMs (Zinzen et al., 2009 ) are indicated in orange. Figure S6 . De novo motif discovery within Ttk69-bound ChIP peaks Position Weight Matrices (PWMs) reported by XXmotif with an E-value ≤1e-3 and matching at least 5% of the input sequence are shown in the left column (individual XXmotif reported E-value is indicated below each sequence logo). The TOMTOM tool (Balagopalan et al., 2001 ) was used to systematically match discovered motifs to known Drosophila melanogaster PWM databases. Motif matches with q-value ≤ 0.05 (with the exception of Nau with q-value 0.06) are listed in the right column. Ttk was identified (first row) together with Nau, and additional factors with very repetitive motifs, such as Trl, Aef1 and Jim.
Figure S7 (part 2). Lmd binding in the loci of its known targets
Overview of Lmd binding in the loci of previously identified Lmd responsive genes (Cunha et al., 2010) : Figure S10 . Expression of CG4238 in wild type and ttk mutant embryos A probe against CG4238 was used to visualize its embryonic expression pattern (gray, green), in combination with a general mesodermal marker Mef2 (magenta). (A-B') In both wild type and ttk mutant embryos at stage 8, CG4238 is expressed only in the germ cells (arrowheads). (C-D') At stage 11, CG4238 continues to be expressed in germ cells and in ttk mutant embryos, it starts to be expressed in the salivary gland as well (arrowheads). (E-F') At stage 13, CG4238 is strongly derepressed in the gut (arrowheads) in ttk mutant embryos. (G-H') At stage 15, CG4238 is derepressed in a subset of somatic mesoderm (arrows) and ectoderm (arrowheads) in ttk mutant embryos. In wild type embryos, CG4238 continues to be expressed only in the germ cells. All embryos are lateral views, oriented with anterior to the left and dorsal to the top with the exception of embryos in E and F, which are shown in dorsolateral views. 
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